TICV and ToTV. Consequently, there is a current need for the implementation and design of 7 reliable diagnostic methods having high sensitivity and specificity for testing plant material.
8
In this study, a procedure based on two multiplex RT-PCR assays was developed and 9 successfully tested in plant material for the detection of CMV, TSWV, ToMV, ToCV,
10
PepMV, ToTV and TICV.
11
To design appropriate primers that are compatible with a multiplex reaction, nucleotide 12 sequences of different isolates of each virus species were retrieved from the GenBank Table 1 .
20
Greenhouse-grown tomato plants naturally and artificially infected by well-characterised 21 viral species were used as the positive controls. These controls were employed to prepare 22 tenfold serial dilutions using healthy plant extract as diluent and also to obtain specific PCR 23 products that were cloned and used for the optimisation of the multiplex reactions. The plant showed sensitivities that were from 10 to 100-fold less than the singleplex versions. To 10 overcome these drawbacks and to discriminate among the seven viruses, the initial multiplex versions. In all cases, the multiplex and singleplex RT-PCRs were able to detect specific 22 targets up to the same dilution and were at least 100 times more sensitive than ELISA in 
